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This new assay procedure for diaphorase eliminates problems of high blank rates and nonlinear kinetics associated with other methods. The dye thiazolyl blue tetrazolium bromide is reduced in the presence of NADH and diaphorase to yield a colored formazan, which has maximum absorbance at 560 nm. was measured for at least 1 mm before enzyme was added, but this rate was always zero. One unit of activity (U) is the activity necessary to reduce 1 mol of MTT to MTT formazan per minute under the specified conditions. Calculate specific activity as follows:
DCPIP Diaphorase Assay
A/min U/mg = #{128}11000 x mg/mL in assay where e is the molar absorptivity of MTT formazan at 560 nm, 14 000.
The pH values at the assay temperature 
Results
We studied the effect of pH on the reduction of MTT by diaphorase, and the data in Figure 1 summarize the effects of pH on enzyme activity, duration of linearity, and the duration of the initial period of nonlinearity. Although MTT was reduced most quickly at a pH of 8. 
Discussion
Our data show that the MTT-based diaphorase assay fulfills the following criteria: low blank rate, linear kinetics, direct proportionalityof activityto enzyme concentration,reproducibility, and ease of performance. The high blank ratesand nonlinearity of DCPIP-and ferricyanide-based methods are well known (5) . Typical assay procedures with the electron acceptors nitro blue tetrazolium chloride, iodonitrotetrazohum chloride, and 2-(2'-benzothiazolyl)-5-styryl-3-(4'-phthalhydrazidyl)tetrazolium chloridealsofailedwith respect to one or more of these criteria (unpublished data). Nonlinear rates of formazan formation were obtained with all three of these tetrazolium salts as substrates under conditions similar to those described for the MTT-based assay, a result in agreement with an earlier study (6) in which the reduction of MTT, nitro blue tetrazolium chloride, and iodonitrotetrazohum chloride by succinate dehydrogenase was examined with 
